Introduction
Introduction
Within this longitudinal study we investigated the association of inflammation markers Creactive protein (CRP), interleukin-6 (IL-6) and tumor necrosis factor-α (TNFα) and endothelial dysfunction markers intercellular adhesion molecule-1 (ICAM-1) and vascular cell adhesion molecule-1 (VCAM-1) with left ventricular mass indexed for height 2 Á 71 (LVMI) in hypertensive predialysis CKD patients.
Material and Methods
From 2004 to 2005, 182 incident consecutive adult patients from the outpatient CKD clinics of two hospitals in Greece with CKD and hypertension or using antihypertensive medication, were included. Of these, 107 patients underwent CRP (mg/l) and LVMI (g/height 2 Á 71 ) measurements annually for three years.
Results
In the longitudinal analyses, using linear mixed modeling, a higher IL-6 (ß = 1.9 (95% ci:0.38;3.5), inflammation score based on CRP, IL-6 and TNF-α (ß = 5.0 (95%ci:0.72; 9.4) and VCAM-1 (ß = 0.01 (95%ci:0.005;0.02) were associated with higher LVMI. These models were adjusted for age, gender and primary renal disease, and for confounders that on top changed the beta with !10%, i.e. diuretic use (for IL-6 and inflammation score).
Introduction
Left ventricular hypertrophy (LVH) is perhaps the strongest integrator of cardiovascular risk in hypertensive patients [1] . Moreover, LVH is an exceedingly common co-morbidity in chronic kidney disease (CKD) patients whose prevalence is strictly related to the severity of CKD [2] . Reduction of left ventricular mass (LVM) signals a reduction in the risk of cardiovascular events and mortality [3] both in hypertensive patients [1] and in patients with stage 5-CKD on dialysis [4] . Although hypertension, volume overload and anemia are considered as dominant risk factors for LVH in CKD, these factors only in small part explain the variability in LVM in CKD [2] . Thus the identification of novel risk factors for LVH in CKD appears to be of paramount importance if we are to curb the high mortality risk associated with this alteration in CKD patients.
Both inflammation and endothelial dysfunction markers are potential risk factors for LVH in CKD patients. Experimental models and a variety of clinical studies in systemic hypertension and in heart failure document that inflammation is fundamental for the development and progression of myocardial hypertrophy and for the evolution of this alteration towards overt heart failure [5] . Moreover, the prevalence of inflammation is quite high both in CKD patients prior to initiation of dialysis [6] [7] [8] and in dialysis patients [9] [10] [11] , and in these patients, inflammation appeared to be a potential risk factor for cardiovascular morbidity and mortality [11] [12] [13] [14] [15] . Also, in salt overloaded spontaneously hypertensive rats LVH and endothelial dysfunction are strictly inter-related phenomena [16] and both these alterations are hallmarks of salt-sensitive hypertension in humans [17] . However, so far, the number of studies investigating the association of inflammation or endothelial dysfunction markers with LVM is very limited in pre-dialysis CKD patients [18] [19] [20] [21] , especially across the whole spectrum of predialysis CKD, and these studies all had a purely cross-sectional design.
With this background in mind we designed a longitudinal study aimed to investigate the association of inflammation markers C-reactive protein (CRP), interleukin-6 (IL-6) and tumor necrosis factor-α (TNFα) and endothelial dysfunction markers intercellular adhesion molecule-1 (ICAM-1) and vascular cell adhesion molecule-1 (VCAM-1) with LVM indexed for height 2 Á 71 (LVMI) in predialysis CKD patients with hypertension or using antihypertensive medication.
Materials and Methods Patients
This study includes consecutive incident adult CKD patients who visited the outpatient CKD clinics of two hospitals in Greece in 2004 or 2005. Prior to the study, patients had been followed up for three months to confirm the presence of CKD. The definition of CKD was based on the guidelines of the Kidney Disease Outcomes Quality Initiative [22] , while the management of CKD patients was based on the various guidelines/ suggestions [22] [23] [24] [25] . Exclusion criteria were [1] a history of malignancy after which patients were free of disease for less than five years, and [2] the presence of clinical infection or [3] the presence of a major cardiovascular event, defined as stroke, myocardial infarction or acute ischemic heart disease, during the last three months prior to study entry. In total, 206 CKD patients fulfilled the criteria as described above. Of these, we excluded 24 CKD patients with (1) no hypertension (getting a more homogeneous patient population as hypertension is an important risk factor for increased LVM); (2) no baseline data on the independent variables (inflammation markers and endothelial dysfunction markers); or (3) no baseline data on the outcome variable (LVM). As such, this study included 182 CKD patients (= 88% of total study population). Data is provided in S1 File.
Hypertension was defined as systolic blood pressure ! 140 mmHg, diastolic blood pressure ! 90 mmHg or the use of antihypertensive medication. The study was approved by the Ethical Committee of the General Hospital of Veria and the Ethical Committee of the University Hospital of Ioannina, and patients participated after providing written informed consent.
Data collection at baseline and follow-up
At study entry the patients underwent a detailed review of their medical history and careful clinical examination. Additionally, baseline characteristics, including demographics, primary renal disease, diabetic status, smoking habits, medication, and blood pressure were assessed. A full haematology and biochemical screen was performed, whereas estimated glomerular filtration rate (eGFR) (ml/min/1.73m²) was calculated by the Chronic Kidney Disease Epidemiology Collaboration (CKD-EPI) equation [26] . Additionally, LVM was assessed annually for three years in 107 patients (of which 64% had all three annually follow-up measurements of LVM). In these 107 patients, serum CRP was also annually assessed for three years (of which 80% had all three annually follow-up measurements of CRP).
Laboratory measurements
Blood samples were taken from a peripheral vein under fasting conditions. Serum samples were separated from clotted blood (after 30 min) by centrifugation (10 to 15 min at approximately 1000 x g), aliquoted and stored at -80°C until assay. Samples were measured between 2006 and 2007, at the Laboratory for Study of Kidney Diseases of the Department of Nephrology, Aristotle University of Thessaloniki, Hippokration Hospital of Thessaloniki. For this storage period, samples are considered quite stable and the degradation rate low (variation < 15%). Samples aliquots were thawed just once for the measurement. Serum levels of ICAM-1 and VCAM-1 were measured by a sandwich enzyme immunoassay technique (ELISA) using commercially available standard kits (Quantikine human sICAM-1 and human VCAM-1, Research & Diagnostic Systems Europe Ltd, Abington UK). ELISA system sensitivity was <2 ng/ml for both ICAM-1 and VCAM-1. Serum IL-6 and TNF-α were measured by a high sensitivity ELISA (Quantikine HS human IL-6 and TNF-α, Research & Diagnostic Systems Europe Ltd, Abington UK). Sensitivity of the ELISA system was <0.5 pg/ml for both IL-6 and TNF-α. The intra-assay coefficient of variation (CV%) was 3.5 to 6.8% for ICAM-1 and VCAM-1 and 7.1 to 10.3% for IL-6 and TNF-α. The inter-assay CV% was 6.2 to 9.4% for ICAM-1 and VCAM-1 and 7.3 to 10.8% for IL-6 and TNF-α. The concentrations of all molecules were calculated by reference to standard curves performed with the corresponding recombinant molecule. All serum samples were tested in duplicate. In 30 healthy blood donor volunteers ICAM-1 values ranged from 157-480 ng/ml, VCAM-1 327-750 ng/ml, IL-6 0.552-7.18 pg/ml and TNF-α <1.0 pg/ml (data not shown).
Serum CRP levels were measured by high sensitivity immunoturbidimetry, enhanced latex technology (Cobas Integra 800, Roche). The lower detection level was 0.1mg/L and measuring range was 0.1-306 mg/L. Intermediate precision was for a mean CRP level 13.3 mg/L (CV: 2.1%) and for mean CRP level 0.53 mg/L (CV: 8.4%). Expected range for adults is <5.0 mg/L. Cut-off points for CVD risk assessment: <1.0 mg/L low, 1.0-3.0 mg/L average, >3.0 mg/L high [27] .
Measurement of LVM
LVM was assessed by 2D-mode echocardiogram, by a single cardiologist from each hospital who followed a predefined protocol as is described more extensively elsewhere [28] .
Outcome variables
The primary outcome was LVM indexed for height (g/m 2 Á 71 ) (LVMI). The height-based indexing of LVM was specifically chosen to minimize any potential distortion attributable to extracellular volume expansion (surface area indexing being weight-sensitive), as recommended in previous studies in CKD [2, 29] .
Inflammation score
In accordance to a previous study [30] , we calculated an inflammation score based on CRP, IL-6 and TNF-α. First, the highest tertile of the corresponding variable distribution was calculated [29] resulting in corresponding cut-off points for CRP (>4 mg/l), IL-6 (>4 pg/ml) and TNF-α (>2.5 pg/ml). Thereafter, the inflammation score was calculated having 0 points (if CRP, IL-6 and TNF-α were not in the highest tertile), 1 point (if CRP, IL-6 or TNF-α was in the highest tertile), 2 points (if CRP and IL-6, CRP and TNF-α, or IL-6 and TNF-α were in the highest tertile) or three points (if CRP, IL-6 and TNF-α were in the highest tertile).
Statistical analysis
To compare the patient characteristics across LVMI categories (in tertiles) we used tests for trend of means (for normally distributed data), and medians (for non-normally distributed data), and a chi-square test for trend provided (for categorical variables). A two-tailed p-value lower than 0.05 was considered as statistically significant.
For the cross sectional analysis, we used linear regression analysis to test the association between both inflammation markers and endothelial dysfunction markers with LVM. Model 1 was an unadjusted model. Model 2 was adjusted for three main variables fulfilling the criteria for confounding [31] i.e. age, sex, and primary renal disease plus confounders that, on top, changed the beta with !10%, i.e. smoking, ace or arb use, diuretic use and statin use (log CRP); tryglycerides and diuretic use (IL-6); smoking (log TNF-α); and diuretic use (inflammation score). So the models with the independent variables of ICAM-1 and VCAM -I were adjusted for age, gender and primary renal disease only. Model 3 was adjusted for the confounders of model 2 plus eGFR, which did not qualify the criteria for confounding but was expected to be a mediator [31] and was adjusted for, in order to examine to what extent the associations were mediated by eGFR.
For the longitudinal analyses, linear mixed models were used to analyze the association between the inflammation markers and endothelial dysfunction markers with LVM. Linear mixed models appeared to be most suitable for the analysis of longitudinal data, and provide effect estimates unaffected by drop out of follow-up measurements [32] . Moreover, linear mixed modeling can be used if the independent variable is measured annually over time (CRP) or at baseline only (Il-6, TNF-α, ICAM-1 and VCAM-1) [32] . For these longitudinal analyses we performed the same three models as described above., We compared the beta's of log CRP and their accompanying confidence intervals of the fully adjusted model (model 2) with models including less confounders (in different combinations), both in the cross sectional and longitudinal analyses. In our analyses we did not adjust for body weight, because our primary outcome LVMI was indexed for body surface area. The analyses were performed with IBM SPSS Statistics 19 and SAS version 9.2. Table 1 shows the characteristics for the study population at baseline (n = 182) and for those with at least one follow-up measurement on LVM (n = 107), overall and by LVMI tertile. At baseline, the median ( Cross sectional study
Results
At baseline, age, body mass index, waist circumference, tryglycerides, and pulse pressure increased with increasing LVMI (as categorized in tertiles, see Table 1 ) (p<0.05). Additionally, the proportion of patients using diuretics increased with increasing LVMI (p<0.05). Also, LVMI was strongly associated with CKD stage showing an inverse association with eGFR. Remarkably, IL6, TNFα, as well as VCAM-1 were directly associated with LVMI in bivariate analyses (Table 1, Figs 1, 2 and 3 ). Neither CRP nor I-CAM-1 were associated with LVMI. Table 2 shows the unadjusted and adjusted β regression coefficients of the association between inflammation markers and endothelial dysfunction markers on the one hand and LVMI on the other hand. In model 2 we adjusted for potential confounders, whereas in model 3, we adjusted for the same confounders of model 2 plus eGFR (the putative mediator). This latter adjustment was made to examine to what extent the association between LVMI and endothelial dysfunction and inflammation markers could be explained by eGFR. After adjustment for confounders (model 2), a higher TNF-α, a higher inflammation score, and a higher VCAM-1 were all associated with a higher LVMI. The beta of log TNF-α substantially decreased from 15.3 in model 2 to 8.6 in model 3 becoming largely not-significant, suggesting that the association between TNF-α and with LVMI was partly mediated by eGFR (i.e. a higher TNF-α may result in a lower eGFR, which may increase LVMI). In comparison to the fully adjusted model (model 2), the beta's of log CRP and their accompanying confidence intervals did hardly change when adjusting for less confounders. Table 1 showed similar associations between the baseline characteristics and LVMI (as categorized in tertiles) in patients with baseline data (n = 182) and patients with follow-up data (n = 107) on LVM. An exception is the association between systolic blood pressure and LVMI, which was only statistically significant in patients with follow-up data. Table 3 shows the longitudinal associations between the level of inflammation and endothelial dysfunction markers and LVMI over 3 years using linear mixed models. IL-6, the inflammation score and VCAM-1 were significantly associated with LVMI after adjustment for potential confounders (model 2). Remarkably, the beta's of these significant associations hardly changed after additional adjustment of eGFR (model 3). implying that these longitudinal associations were largely independent of ongoing changes in the eGFR. In comparison to the fully adjusted model (model 2), the beta's of log CRP and their accompanying confidence intervals did hardly change when adjusting for less confounders. 
Longitudinal study

Discussion
Within a longitudinal study we for the first time show that inflammation as measured by IL-6 and a biomarkers-based inflammation score and endothelial dysfunction as measured by VCAM-1, is associated with LVMI worsening over time in patients across the whole spectrum of pre-dialysis CKD. Inflammation and endothelial dysfunction play a central role in the atherosclerotic process [33, 34] and are considered of central importance in cardiovascular disease in CKD patients [14, 35] . Well beyond pressure and volume overload and comorbidities including obesity, infection and other environmental risk factors, CKD per se triggers a complex series of pro-inflammatory events engendering vascular damage and myocardial disorders [36] [37] [38] [39] . In a large series of patients with untreated, uncomplicated essential hypertension and renal function decline, inflammation and endothelial dysfunction, an early step of the atherosclerosis process, per se contributed importantly to explain the variability in LVMI in these patients [40] . These observations in human disease are paralleled by experimental data in the rat where-independent of alterations in blood pressure, volume overload, plasma renin and angiotensin II and BNP-ablation of the 50% of functioning renal mass (a model of mild renal dysfunction) initiates myocardial gene responses involving a major inflammatory pathway conducive to TGF-β activation and fibrosis [41] . LVH and endothelial dysfunction are strictly inter-related phenomena and hallmarks of the response to salt load in the SHR [16] and in salt-sensitive forms of human hypertension [17] . Furthermore, it is well established that inflammation per se plays a role in the generation and the progression of myocardial hypertrophy to chronic heart failure [5] . In this study we for the first time show that IL-6 levels, a major cytokine which was associated to LVH in a study in dialysis patients based on genetic marker of this pro-inflammatory molecule [42] , as well as the inflammation score, go along with longitudinal changes in LVMI. The relevance of the inflammatory pathway to explain the evolution of LVM over-time in CKD was corroborated by cross-sectional and longitudinal associations of an inflammation score based on CRP, IL-6 and TNF-α with LVMI. Inflammation markers composing this score at least in part reflect different facets of the inflammation process and may therefore have a complementary role in detecting inflammation. In a previous study by Zoccali et al. (2006) the combination of such markers (CRP, IL-6 and TNF-α) into a single score better predicted mortality than single markers in dialysis patients [30] . We did however not assess the prognostic value of the inflammation score in comparison to each inflammation marker alone, but rather performed an etiological study focusing on the causal association between the inflammation score and LVMI in pre dialysis CKD patients [43] .
Among endothelial function markers we found that VCAM-1, but not ICAM-1, was associated with LVMI. VCAM-1 seems to have a more crucial role than ICAM-1 in mechanisms leading to increased LVMI, i.e. atherosclerosis and hypertension. Experimental data show that although expression of both VCAM-1 and ICAM-1 is upregulated in atherosclerotic lesions, VCAM-1, but not ICAM-1, plays a dominant role in the initiation process of atherosclerosis, since VCAM-1 is found in inflammatory regions predisposed to atherosclerotic lesions, while low levels of ICAM-1 are found in normal arterial segments expressed by normal endothelial cells [44] . Moreover, VCAM-1 but not ICAM-1 also associates with LVM in patients with uncomplicated essential hypertension [45] , and in patients with hypertensive concentric LVH [46] . Therefore, VCAM-1 seems to have a more crucial role than ICAM-1 in the two major mechanisms leading to increased LVMI, i.e. atherosclerosis and hypertension.
Strengths and limitations
A main strength of this study was the availability of longitudinal data on CRP and on LVMI which was assessed annually for a period of three years. To our knowledge, longitudinal studies examining the association between inflammation markers and endothelial dysfunction markers with LVMI in non-dialysis CKD patients are lacking. There are only few prospective studies on the association of such markers with all-cause mortality, cardiovascular mortality and morbidity in hemodialysis patients [12] [13] [14] [15] . Another strength of this study is the inclusion of consecutive patients from all CKD stages in a prospective approach. Our study also has some limitations. First, albuminuria was not included in the definition of CKD, because at the time of including patients for this study (in 2004 and 2005) , we used the definition of CKD based on the guidelines of the Kidney Disease Outcomes Quality Initiative as published in 2002. Second, our study design is purely observational. Although we were able to adjust for many potential confounders, residual confounding remains possible because we could not adjust for confounders that were not measured or were unknown. Third, again due to observational nature of our findings, causality cannot be inferred from our data. However, in the quest for causality longitudinal studies rank higher than cross-sectional studies in the ladder of evidence [47] and as such it adds more solid support than previous cross-sectional studies that inflammation and endothelial dysfunction play a role in LVH in CKD patients. Finally, due to the smaller sample size especially in the longitudinal analyses a degree of caution is required in interpreting the results. 
Conclusion
This is the first longitudinal study in predialysis CKD patients on mechanisms of increased LVMI involving inflammation markers and endothelial dysfunction markers. In these patients, both IL-6 and an inflammation score based on CRP, IL-6 and TNF-α, as well as VCAM-1 were coherently associated with LVMI.
Supporting Information S1 File. Dataset on patients with chronic kidney disease.
